HEK293 cells were co-transfected with AT1R-YFP and Luc-β-arrestin-2. After
starvation, the cells were stimulated with different AT1aR ligand for 10 min and the interaction between the receptor and the β-arrestin-2 were measured using BRET. a-c) **, p<0.01; ***, p<0.005; different AT1R agonist treatments were compared with control vehicles. ns, no significant difference. The bars represent mean±s.d of three independent experiments and the data were analyzed using one-way ANOVA. a. KCl-induced epinephrine secretion in the adrenal medulla, measured using an Elisa Kit at 1 min.
Supplementary Figure 2
b. KCl-induced epinephrine secretion in the adrenal medulla, measured using an Elisa Kit at 30 min.
c. KCl-induced norepinephrine secretion in the adrenal medulla, measured using an Elisa Kit at 1 min. The bars represent mean±s.d and the data were analyzed using one-way ANOVA.
Supplementary Figure 3 Supplementary Figure 3 Genotyping result of the Gq -/-mice
The PCR of the Gq -/-mice generates a product at 480 bp, the PCR of the wild-type mice generates a product at approximately 700 bp, and the PCR of the Gq +/-mice generates products at both 480 bp and ~700 bp.
Supplementary Figure 4
Supplementary Figure 4 Western results shows deficiency of β-arrestins in β-arrestin knock out mice.
Western blot of β-arrestin-1/2 in wild type， β-arrestin-1 -/-or β-arrestin-2 -/-mice. Western blots represented in Fig. 5f were quantified and were shown as bar graphs.
Supplementary
Data from at least 3 independent experiments were calculated. ***, p<0.005; In HEK293 cells overexpressing AT1R and TRPC3, a portion of PLCγ constitutively interacted with TRPC3, and this interaction was not affected by TRV120027
administration. However, in cells co-transfected with AT1R, β-arrestin-1 and TRPC3, more than 3-fold the amount of PLCγ was associated with TRPC3 after TRV120027 stimulation ( Supplementary Fig. 32 ). We noticed that without TRV120027 administration, the basal association of GFP-TRPC3 and PLC-γ decreased in the cells with HA-β-arrestin-1 overexpression. We speculate that these phenotypes were due to the basal interaction between the PLC-γ and β-arrestin-1. The overexpression of β-arrestin-1 sequestered PLC-γ into the intracellular portion, which decreased the basal interaction between TRPC3 and PLC-γ in the rest state. In response to TRV120027 application, a fraction of β-arrestin-1 was recruited to TRPC3, which also promoted the association between PLC-γ and TRPC3.
Supplementary Figure 32
Supplementary Figure 32 Western blots in Fig.7 a, d , e and g were labeled with
